Abstract: Nitrogen balance (NB) is considered a good marker of adequate protein intake and it has been suggested to be a good predictor of patients' health outcomes. However, in literature, there is a lack of large randomized trials examining NB-guided protein intake in patients in intensive care units (ICUs). A randomized controlled trial enrolling patients admitted to ICU was done to compare changes in NB. Participants were randomized to a standard or protein-fortified diet (protein intake of 1.8 g/kg/day according to the guidelines of the Society of Critical Care Medicine and the American Society for Parenteral and Enteral Nutrition). The primary endpoint was represented by the NB on Day 1, 3, and study exit. Forty patients were enrolled in the study (19 in the protein-fortified group). The longitudinal analysis showed that, on Day 3, patients randomized to the protein-fortified diet were more likely (p < 0.001) to present better NB (at 3 days, patients in the protein-fortified diet were estimated to have a nitrate value of 5.22 g more than patients in the standard diet, 95% CI 3.86-6.58). The protein-fortified diet was found to be significantly and directly associated with changes in NB in critically ill patients admitted to ICU.
Introduction
The nitrogen balance (NB) reflects the gain or loss of total body protein and is represented by the difference between dietary nitrogen intake and nitrogen losses (represented by nitrogen excreted in the urine and by insensible losses via the skin and gastrointestinal tract). It is considered an easy and inexpensive method that is useful for the assessment of protein turnover and the effectiveness of nutritional therapy [1] .
The occurrence of stressful conditions (i.e., organ failure, trauma, or sepsis) might result in an impairment of NB. The hypermetabolism and whole-body protein catabolism resulting from a stressful event in critically ill patients might lead to a negative NB [1] . Critically ill patients admitted to intensive care units (ICUs) usually exhibit intense protein catabolism, and this effect is undesired since protein losses are associated with increased morbidity and mortality [2] .
The NB is considered a good marker of adequate protein intake and it has been suggested to be a good predictor of patients' health outcomes [3] . However, in literature, there is a lack of large randomized trials examining NB-guided protein intake upon clinical outcomes for patients admitted to ICU. Guidelines on nutritional therapy of critically ill patients [4] recommend a high-protein diet in ICU, and protein recommendations should be adjusted using NB for each patient as a predictor of protein intake and nitrogen losses to achieve nitrogen equilibrium [3] . In addition to that, it is still unclear whether the recommended intake of proteins is adequate to improve nitrogen losses of critically ill patients. Only a few studies have been conducted in this field [5] [6] [7] . Such investigations seem to suggest that an increased protein intake might be associated with improvement in NB and might be beneficial for critically ill patients, but results are inconclusive [3] . A prospective observational cohort study on 113 ICU patients has suggested that a protein intake of 1.5 g/kg/day vs. a protein intake of 1.1 g/kg/day or 0.8 g/kg/day led to a significant improvement of the NB and ICU mortality [8] . Conversely, a randomized controlled trial on 119 patients in ICU reported that NB was significantly better in the intervention group (administered with 1.2 g/kg of amino acids) compared to the control group on day 3 but not on day 7 from admission and no differences were detected in the mortality rate [5] .
Since NB (determinants, consequences, optimal intake) in ICU patients has not yet been investigated, despite its relevance for critically ill patients' health outcomes, it is crucial to conduct further research in this field.
The present study aimed to compare changes in NB (considered as a marker of nitrogen loss) in critically ill patients admitted to ICU and randomized to a standard and a protein-fortified diet.
Materials and Methods

Study Design
Randomized controlled trial (Optimizing Protein Intake and Nitrogen Balance -OPINiB-study, Trial Registration: ClinicalTrials.gov NCT02990065) that enrolled adult patients (ages >18 years) admitted to the Department of Anaesthesia and Intensive Care, Azienda Universitaria Integrata di Udine (Italy), who were undergoing mechanical ventilation within 12 h from admission, and receiving parenteral or enteral nutrition. Subjects were not eligible to the study if they were malnourished (body mass index (BMI) <18.5 or ≥30 kg/m 2 ), pregnant, terminally ill, and affected by acute/chronic renal or hepatic failure.
Experimental Procedure
Once admitted to the ICU and assessed for eligibility by a physician, patients were randomized (using a computer-generated algorithm with an allocation rate of 1:1) to a standard or protein-fortified diet. The protein-fortified diet consisted of protein intake of 1.8 g/kg/day according to the most recent guidelines in the field [4] recommending a protein intake between 1.2 and 2 g/kg/day. The energy requirements (other than proteins) were calculated according to the resting energy expenditure (REE) formula [9] , accounting for patients' age (below or above 60 years). The total energy counting for patients in the protein-fortified group was then calculated as follows: REE × 0.5 + Protein Intake. The standard diet consisted of an energy goal set at 20-25 Kcal/kg/day, according to international guidelines [4] . Details of the study protocol are given elsewhere [10] .
Each patient enrolled in the study could undergo enteral and/or parenteral nutrition according to the clinical judgement and guidelines in the field. The nutritional support (enteral and/or parenteral) was set up in order to comply with the energy requirements of each subject. The nutritional composition of enteral nutrition and parenteral nutrition for the standard diet was as follows: for enteral nutrition, protein (16%), carbs/dextrose (35%), fats (49%); for parenteral nutrition, protein (16%), carbs/dextrose (49%), fats (35%). The nutritional composition of enteral nutrition and parenteral nutrition for the protein-fortified diet was as follows: for enteral nutrition, protein (21%), carbs/dextrose (31%), fats (46%), fiber (2%); for parenteral nutrition, protein (22%), carbs/dextrose (40%), fats (38%). The proportion of protein administered to the subjects allocated to the protein-fortified diet was specific for each patient according to her/his energy requirements, the percentages reported are average values.
Data Collection
At time of hospital admission (Day 0), subjects' demographic (age, gender), clinical (diagnosis, clinical history, illness severity using the Acute Physiology and Chronic Health Evaluation (APACHE) II score, risk of death within the ICU using the Simplified Acute Physiology Score (SAPS)), habits (cigarette smoking), and anthropometric characteristics (weight and height, which were used to calculate the body mass index (BMI) [11] ) were assessed. The weight was assessed using the ICU bed weighing system; as per patient height, a trained nurse measured the knee height of each patient using a measurement tape. The knee height was used to estimate the height using the Chumlea equation, which was validated also in the ICU setting [12] . The smoking habit was assessed within the routinely nursing admission assessment, involving patients' relatives/caregivers.
At midnight of each day, a standard set of biochemical parameters (blood creatinine, 24-h urine urea nitrogen (UUN) excretion, blood urea nitrogen (BUN), glycemia), together with protein and caloric intake, were collected. Blood analyses were carried out using spectrophotometry. NB was calculated daily using the standard formula described by Jivnani et al. [13] . Subjects remained in the study until mechanically ventilated. Withdrawal criteria were as follows: term of mechanical ventilation, onset of acute renal or hepatic failure, transfer to another hospital, death.
REDCap [14] , a web-based application for data management, was employed for data collection.
Outcomes
The NB represented the primary endpoint. The occurrence of ICU-acquired skin alterations and creatinine levels represented the secondary endpoints. The endpoints were assessed on Day 1, 3, and study exit [8] .
Ethics
Appropriate permissions were obtained from the regional ethics committee of the Friuli Venezia Giulia (CEUR-2016-Sper-066-ASUIUD). Patients (or legally authorized representatives) were required to provide written informed consent before study participation.
Sample Size
NB was considered as the primary outcome. Thirty-eight patients (19 per arm) were estimated to be necessary to detect a difference of at least −6 g of NB between the two groups for a specified alpha of 0.025 and a power of 0.90 [10] .
Statistical Analysis
Descriptive statistics of data according to standard and protein-fortified groups were performed. Data were reported as median (first and third quartiles) for continuous variables, and percentages (absolute numbers) for qualitative variables. Wilcoxon-Kruskal-Wallis test was performed for continuous variables and the Pearson chi-square test for categorical ones.
The same descriptive statistics for the distribution of the endpoints (on Day 1, 3, and study exit) were reported. In this study, p-values for differences between groups have been adjusted within days by multiplicity of testing using the Benjamini and Hochberg method [15] .
An ordinary least square method (OLS) for continuous outcomes and a logistic regression model for binary outcomes were performed including restricted cubic splines (3 knots) on days in ICU interacting with different diet groups. Both interaction and marginal effects were included in the models. The interaction term between the treatment (standard vs. protein-fortified diet) and time was considered to account for potential different time-dependent patterns of the endpoint of interest in the control and in the experimental group.
The p-values related to the effects of secondary outcomes were adjusted considering a multiple testing correction [15] .
Computations were performed using R 3.3.3 [16] with rms [17] and ggplot2 [18] packages.
Results
Forty patients were enrolled in the study (19 allocated in the protein-fortified diet group, Figure 1 ) between January and May 2017. They were followed up for a median of 7 days (5-13.25, I-III quartile).
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Forty patients were enrolled in the study (19 allocated in the protein-fortified diet group, Figure  1 ) between January and May 2017. They were followed up for a median of 7 days (5-13.25, I-III quartile). The patients' characteristics at the time of ICU admission (Day 0), according to allocation to the protein-fortified and standard diet, are presented in Table 1 . No significant differences were found in any one of the characteristics of the study subjects randomized to the standard and protein-fortified diet (Table 1) . The patients' characteristics at the time of ICU admission (Day 0), according to allocation to the protein-fortified and standard diet, are presented in Table 1 . No significant differences were found in any one of the characteristics of the study subjects randomized to the standard and protein-fortified diet (Table 1) . Protein intake was significantly higher (p < 0.001) in the intervention compared to the control group at each time point considered. Conversely, there was no significant difference between the intervention and control groups in the energy intake, except for Day 1 (p-value 0.023, a median of 920 kcal in the intervention group and 650 kcal in the control group). Table 2 presents the distribution of primary and secondary endpoints on Day 1, Day 3, and study exit according to patients' allocation. NB was found to be significantly better in the protein-fortified diet group compared to the standard diet group at each time point analyzed (p < 0.001 on Day 1, p = 0.003 on Day 3, p < 0.001 on study exit). No significant differences were found in the distribution of the secondary endpoints, except for the rate of ICU-acquired skin alterations, which was found to be higher among the standard diet group compared to the protein-fortified ones at study exit (38% vs. 5%, respectively, pvalue 0.013).
The longitudinal analysis of primary endpoint (Figure 4 ), on Day 3, showed that patients randomized to the protein-fortified diet were significantly (p < 0.001) more likely to present better NB (at 3 days, patients in the protein-fortified diet were estimated to have a nitrate value of 5.22 g more Protein intake was significantly higher (p < 0.001) in the intervention compared to the control group at each time point considered. Conversely, there was no significant difference between the intervention and control groups in the energy intake, except for Day 1 (p-value 0.023, a median of 920 kcal in the intervention group and 650 kcal in the control group). Table 2 presents the distribution of primary and secondary endpoints on Day 1, Day 3, and study exit according to patients' allocation. Table 2 . Characteristics of the patients and the distribution of main nutritional indicators during follow-up (day 1, 3, and study exit).
Protein-Fortified Diet
Standard Diet Overall p-value n = 19 n = 21 n = 40 NB was found to be significantly better in the protein-fortified diet group compared to the standard diet group at each time point analyzed (p < 0.001 on Day 1, p = 0.003 on Day 3, p < 0.001 on study exit). No significant differences were found in the distribution of the secondary endpoints, except for the rate of ICU-acquired skin alterations, which was found to be higher among the standard diet group compared to the protein-fortified ones at study exit (38% vs. 5%, respectively, p-value 0.013).
The longitudinal analysis of primary endpoint (Figure 4 ), on Day 3, showed that patients randomized to the protein-fortified diet were significantly (p < 0.001) more likely to present better NB (at 3 days, patients in the protein-fortified diet were estimated to have a nitrate value of 5.22 g more than patients in the standard diet, 95% CI 3.86-6.58). The longitudinal analysis (adjusted for multiplicity) of secondary endpoints (Figure 4 ) confirmed the absence of significant differences between patients in the protein-fortified and standard diet.
Nutrients 2019, 11, x FOR PEER REVIEW 7 of 10 than patients in the standard diet, 95% CI 3.86-6.58). The longitudinal analysis (adjusted for multiplicity) of secondary endpoints (Figure 4 ) confirmed the absence of significant differences between patients in the protein-fortified and standard diet. Curves are the descriptive analysis of the overall follow-up. The p-values indicate the significance of the differences between treatment groups and have been adjusted by multiplicity for all secondary endpoints. The "3 Days Effect" refers to the model-based estimates of the differences between the two diets evaluated at 3 days (in actual units).
Discussion
This randomized controlled trial aimed to compare NB in critically ill patients receiving a protein-fortified diet (as recommended by international guidelines [4] ) and a standard diet, since it has been shown that the administration of standard nutrition formulae in such patients resulted in inadequate protein intake [10, 19] .
The study showed a positive association between a protein-fortified diet and a better NB (p < 0.001). Of note, according to the study protocol, patients were randomized to the standard or the protein-fortified diet within 12-h of hospital admission (Day 0). The prompt starting of the protein-fortified diet allowed for a better NB early after the ICU admission (Day 1). Therefore, consistent with the literature [20] , the prompt nutritional support of critically ill patients seemed to prevent protein catabolism within the first hours of the ICU stay, without affecting the renal function.
The present results are in line with those of the trial of Ferrie et al. [5] , demonstrating a better NB in the group of ICU patients undergoing amino acids supplementations (according to international guidelines). Unfortunately, clinical trials in this field are lacking. Two observational studies [8, 21] have already shown that a protein or amino acids supplementation resulted in lower mortality in critically ill patients; however, they did not provide information about NB in such patients. A few studies have also tested the efficacy of a protein provision higher than that recommended. Patients with brain injuries treated with >2 g/kg/day of protein showed a better NB than those administered with 1.5 g/kg/day of protein [22] . However, even though the NB was significantly better at study exit for patients allocated to the protein-fortified diet compared to those allocated to the standard diet (Table 2) , the difference in NB seemed to be lower between the two groups on day 7 and beyond ( Figure 4 ). Several factors might have contributed to such findings, including the low number of patients observed after day 7, which were the most severe ones, since they remained in the study until mechanically ventilated. Not least, we cannot rule out that such patients required a more aggressive nutritional support (i.e., a higher protein intake).
For what concerns the secondary endpoints, the protein-fortified diet did not have any effect on renal function compared with the standard diet: creatinine level in blood was not different in the two groups. A protein supply within the range of 1.2 to 2 g/kg/day can be considered safe for critically ill patients' renal function. Some studies suggested that providing higher protein intake can increase the risk of decreased kidney function and reduced glomerular filtration rate [23] . However, recent findings from the Cardiovascular Health Study reported that higher protein intake did not lead to an impairment of kidney function among senior men and women [24] .
Skin alterations (pressure ulcers, venous ulcer, and swelling of the feet and legs -edema-) were found to be more prevalent among the standard diet group compared to the protein-fortified ones at study exit (p 0.013). Patients admitted to ICUs are at a higher risk of developing skin alterations than patients admitted to general care [25] . A review of literature for the period of 2000 to 2005 indicated a pressure ulcer prevalence in the ICU of 4-49% and an incidence of 3.8-40.4% [26] . The use of protein-fortified diets for patients with protein deficiency is essential to wound healing [27] ; however, it is still unclear what is the optimum protein intake for patients with pressure ulcers.
Study Limitations
The main limitation of this study is represented by the fact that patients suffering from heterogeneous clinical conditions were enrolled. Especially in patients with trauma injuries, the systemic inflammatory response lead to an increased protein catabolic rate [28] . Furthermore, individual variation in lean body mass composition was not assessed. Even though the literature described relationships among body composition, energy demand, and protein requirements [29] , in this study we used only weight-based formulas.
Not least, we have to remember that NB determination has several limitations [3] . The estimation of the nitrogen losses represented the main limitation. In the present study, we considered a constant of 4 g/day, accounting for non-urinary losses [13] . However, it is difficult to establish such a measure, since no easy measurements are available [30] . Furthermore, diet formulations and the route of administration (enteral vs. parenteral) may result in differences in absorption. These limitations can lead to an underestimation of NB and protein requirements.
Further large multicenter clinical trials might be done to address such issues (e.g., accounting for patients' heterogeneous clinical conditions, different routes of administration of nutritional support, etc.), as has been highlighted by recent recommendations in the field [4] , since the topic of optimal protein provision in ICU patients remains controversial.
Conclusions
A protein-fortified diet was found to be significantly and directly associated with NB in critically ill patients admitted to ICU. This result strengthens the rationale for the use of NB as a marker for adequate protein intake. 
